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[f»« 1 ] 

(A) U 7 ^ > - 3 U 9 ^ V > - 3 ^ Ifflm^ t < ti -ecolfflM 

immM 3 1 

WL-C7 o%m±(7)ffi|witt=^^i-;g)T5 ym@B^0>e'^^'&^'i^°v^7°-f- F. tfzit^(Dm.. 

( B ) 7 ^ V > - 3 fzmmMmxS'\± * titei- * . 
m^m 5 ] 

V "y^zyy- S^mi^yf}^. S A L P R ^ /^ti^(7)f|5^4^°'J ^T'f- F-C*^ ^ t =l:#m^:-r 
6 1 

S A L P R iB?iJ#-i- 4t?*§tL;g>T5 / miE^J =^'^tf J}^ U ^-/-^ Ftr^ ^ ^ i: =lr#m 

t i- 5 ir|B«o;^ ^ v - ^ > ^^:^i£o 

7 ] 

(A) u ^^v'V- 3$##:. 9^->:^-3$##*'^^-r^m^L<{i-e-<^miK 

®^t3^S!iJ^^^^Xfi. 

( B ) V 9 ^ ~> > - 3 * ^ L fc^fffl WJiliv!!tt * ilJ^i" ^ Xfi. 

8 1 

^oxe ; 

@B^iJ#-f- 2 T ^ y miE^O'^^ti-'i^" V ^-fi- F, -^cT^^tga^^^^ti^Si:^*" V ^ 

•7°^ F^ L < {iMB^!j#^ 2 •^m'^fLZ, rs.J mSB^iJ =^#t>^i^° V FO 7 ^ 7 mSB^U 

H:^i::^M^-ii:*XfI. 

ho 

im^m 9 ] 
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[W^^R 101 

V 7 ^v'V- 3 g:##:7J'^ S A L P R t fcfi^OfP^^i^" y Kt?^;i, i i: =gr#mfc 1" 

immM 1 1 1 

s A L p R IB^|J#-^ 4 -e^ ^ix^r^y mnm^^iy^' v ^ 7°^=- Kx-* i t =^#ft 
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[0 0 0 1 ] 
[0 0 0 2] 

[0 0 0 3] 

) o ®:ft^MfPi-^m$I^W^^^> ^7 h 7 - ^ < . 

^ o 

[0 0 0 4] 

y/N'i^K^^^aS^^: (GP CR) t55-^$tL-rv^;s>o G P C RJi^Me^I^^ U ^^'V F/^^^ 

■ m^-^xcommmMKMrn^yi^M^n-ox^y^ :h o ^ttm^G p c R^m.mitir ^ r 

h^JWJi-^T>^ =1*-;^ h i:Df{m^%K{±. mm^ntLX^^m-^fir\^^&o GPCR 

K'^m ^fL^huty'^-or^x^ -e ^j:v:ff> v-^^^m^o ^> (DifiWiM' nx 

i3i9. -€-:l^^ii^-7T>GPCRi:^?{^ttrv^;S)o 7 r >' G P C R {±if^c>&Y^^®^ 
(D^-r-y V t LXC0DSt^'\^tm^Xis^^ ^i^P^(DViS^y KIwi^^M=lrKvS^L < {i 

L T Ix -fe-/ ^ - t ^ U >' F oatg ^ ftf 5^ i" ^ i ^1 ^ IS^ p^ii <^ ^ 

±T:- ^ i6 T fig t? ^ ^ o 
[0 0 0 5] 

|SItt^iSim^»#/f L> ^^O^y^F^iS^^^-'iJ'W^^MLT. GP CROfffc^&V 
:ff> rt Lxm&ir:h-^m^'^mt^j:-:>fzo -f>:^V> - V y^'yy (I n s u 1 i n • 
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Re 1 ax i n) y r ^ V -KMir^V ^^zy>li. Mi^^^^M-^hM^^fi-^^'M^y' 

9dp5/>^3-K-r;SDNA<7) :^^@B^iJ ^jtK stfg^MB^iJ - ^ ^ - ^> iJf |W1 ^ $ 
tLfcDNAOn- K1-;|>iS' ^^N-iJ^K^^^ ';9^->>-3 (Relaxin-3)/'INSL 

7 t iScJ'tt ^ fifz *° V ^^"f- K-tr^ o J.tB $ ^xfc U 9 ^ v- > - 3 {±. ^mtmk^X-^ ^ 
TKF- KDmBP^-^^ y ^ AMF (cAMP) <D±M-'^ t ^j: -ormm^m-i^itir 

^^tm^'^-^fifz mwxmi. #it^m2. ^p#it«3) o ^(o^kv 3 

it. V 9^zyyy r ^ V -X^^Bl Vy^'^y. H 2 V ^^'>>i*i'> GPCR-t?ab 

^LGR7 K^^-t^V V<D—<^X^:h:it-^^^^ivfz (#^#lt^i^4) o LGR7 

[0 0 0 6] 

— GPCRO— otcs ALPR/GPCR 13 5 t^-cSl/f htlX^>^ U^y°^ -•ib'^ 

^#1^<7)U ;?r^ F^^>|itg^>^P^:^^TV>^V^;r-7 T >G P C R-e^o/io :ft^a> 'J 
>-3-A^SALPR<7)V:ffy}=Xii^^^t. $ ^ S A L P R iii=lJ*Tg|50^#;^ 

fi^mM K^i£^ 'hz.h «^ %f\.x^^ mm'f^w. 3 ) . v 9 ^ > - 3 p^^'i^ii'a 

^^m%l-f'hii-^'^iJ^\-^<^^^X\±%v^hixx\^f£ii^^fzo 
[0 0 0 7] 

[#st5cfti] lill^^r?f1^o 1 /0 6 8 8 6 2^^^yyv-j y 

\m%^-xw^2 \ mm 2002-345468 ^mwm 

USpiegelmanA). Cell, 104, p. 541-5 
4 3, 2 0 0 1 

W^^-XW^ 2]Bathgate?>. J. Biol. Chem. , 277, 
p. 1148-1157, 2002 

3] Sinnayahib. Endocrinology, 140, 
p. 5082-5086, 1999 

Sudo^>J. Biol. Chem., 278, p. 7 
855-7862, 2003 

VWm^XM. 5]Matsumoto^^ Gene, 248, p. 183-18 
9, 2 0 0 0 

[##i1=«6] Liu?.. J. Biol. Chem., 278, p. 50 
754-50764, 2003 

immm^ L j; ^ i -r ^ mm 

[0 0 0 8] 

m^y ^^^^im^v^-^^V(7)m^^m.^ir^mM^j:t^^^mLxrj:^mikmmm 

[0 0 0 9] 

^mm^it. ±%^mm'l:M^-t^fz)^i'm^M^'l:MUfz^^. S ALPRhM-^-t-S 

> - 3 ^ m-kjiimi'i^m ^m-t^^t^M.ti!,Lfzo ii^ifLibO ^M. t^fto' 

XMB^fifz^(DX^&o 
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[0 0 10] 

SB^iJtcM LT 7 0 %Jl>JL±<7)ffi|WH4^;f-r-l,T 5 7 mSB^il ^ =^ ^ V 1 7^::{i'e 

(2) ; 

( B ) u 7 ^ '> >- - 3S## ^ ^ L =^ nm-r ^ xa. 

( 3 ) ^^(DTM ; 

MLT7 0 %M±<^*aiwi'i4^^i-;2>T5 ymiB^J:$^^^^*°u^:/^ K> 1 7t(i-?-cO:^. 

( 4 ) ^<75Xfi ; 

( B ) u 9 ^ V y - 3 ^ ^/h L fcifflMmStt itei" x@. 
^ ^ - - > i^'^^^fio 

(5) i; 7 ^ V > - 3 SALPRt/cJi-eoflS^.-J^'V^y'^K-t^^^iii^^^ 
m^-t-SttrlB (2) ~ (4) cDv^-rl^^^-^M^c|Bmo;^^^ V -->i^':^-&o 

(6) SALPR7e>^ @B^J#-i-4T'^$:IX-?.T^ ymiB^iJ^^tpJ^'V^y^ KT^)'I)C t 

^#m^:i-^tfifB (5) t^iBtt*^;^^' y-->i^':^?*o 

(7) >X(Dj:m ; 

(A) v9^'>>-3^##:. y^i^y- 3^mw^^mir^mmmL<i±t<Dmmm 

( B ) y 9 ^ > - 3 L tzmmMmm^. ^ nm-r & urn. 

(8) >x<Dj:m ; 

SB^j#-^ 2 tL^ T ^ y mmn^^t^^ V ^y°-5^ ■?-<7)^tge^tc^'(ffi^sfc'^5jN° y ^ 

(A) U 9drv>'-3S##:. V 9 ^ v > - 3 L < {i-e^^mil 
^^t^:it^:!Wmtir:hm^^yhmtfzimmir^i\:^s^tfzi,t^<DM(D:^^V-=-y:^ 

ho 

(9) ^oxfi; 

( B ) V 9 ^ V > - 3 ^ L fcai^$iJm-Mtt ^ M^-r ^ X^l. 

'^^tfit ^Wi:i-'i>wiB (8) Kmm(Dm'k^juMtfzimm-t^^t^mtfzii^(D 

(10) V'7^v->-3 S A L P R ^ /ii±'e(7)t|5:0->i^° V ^y°^ KT-^^ ^ t ^ 
#mi:-t-^HulB (7) ~ (9) <D^>'rfLi)—m^%^m<7):^^V--y-^^^y ho 

(11) sALPRj^^ wm^^ ^x-u^fi-^r X jmwM'^'^ts^') ^'f'i- y^'^^^ ^ 

b^mWih-th (10) tc|Bm<^;^^ ho 
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[0011] 

';9^v>'-3 (relaxin-3) 

$ V^^v^'-S (Relaxin-3)/INSL7 (GenBankTi^-t:->-> 
3 >'#-i-NM_0 8 0 8 6 4) t^^^^h fiX^^Z^^V ^^f- V (j. Biol. 
Chem. 277, 1148-1157 (2002)). (i) IB^!J#-^ 2 

[0012] 

i i t:\ «tgfi^ t'^fffi ^BA^ if V ^ yf- K (mr. TBt^if V ^ KJ h "^^-f ^ ) 
{±. -g-cOT ^ y miB^iJ^^ @£^!J#^2 T ^ ^ ^Mfi^iJ ^^-^tf if U ^^f- Ktc^v^ 

Tlt/^fi^M (&t L< }± 1 tfc{4M) <^T5ym^^^^. «m> ffAcfecfctJ'Vt 

mn 9 KCD 'J ymit. c-fos^<tCFc-j un (75|f 2^-^14. T 9 ^ F ^m^l^ 

fim. #A*3 J;t//t/c^4#j]^$:^^■C^^ iv^T^ ym<^i$Ci±. fllx-f^ 1 ~ 3 O'fi. 0 * L 
< {4 1 ~ 2 O'fH. J: L < {4 1 ~ 1 010. $ t L < 1 ~ SIH. m^U^ L < 

{4 1 ~2ll|-e^;g.o ttflBMif U ^"/^ Kt::{4. Mif U -^^^ K(^:^>&^'^t tt. 

) . m^m. n^m. ^m. Mmw'&if] fi5feou9^^^>'-3^L<{4'^okM 

[0013] 

|W] if U ^ 7°^- K ^ {4 . U 9 ^ V > - 3 O T ^ y WMn P L T 7 0 % iy.±0+B 
3 tcMLT. 0* L< fiS 0%m±. J:J50tL<}48 5%J^1±. $ f L < 54 9 0 

'J 9 ^ V > - 3 ^Kfil; {C [WI {M ^ ^-yy - Z i: 0|§-^tg^ J: tF-g- 

lei i9^C;g>®-%'0«fijm^gtt. t/i{4«:ft:=g:/Lii-r^M) ^Sr^f ^if V^"/-?- 

=^Mv>T^/±i$tL;g,M-e^tL{f j; < . Mx.{4-^*/t^:tT-^y nv-'ltfR-fe^-iJ^- (N 
CB I) <^ffi|WIttT;V=j'VXi^BLAST (Basic local alignmen 
t search tool)http: //'•www. ncbi. nlm. nih. go 
v/BLAST/tci5V^Tr*7;j-;vh (M|g5e) O/N-y ^ - ^5^ - *ffiv>;2, i i: j; i9 . 
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h<D^i^^mfc^u^> 'J ^y°^ r (Dimmit . t hizpis$tL>fev^o fiixi^t; 

Ym]-<D^m hnifLKitJ (^Jx.i^'^'t?;^, y^i^. -f ^ 

[0 0 14] 

^^#i:f±, Tv a r i a t i onj . -r^t?*>. [Wl-mi*I<^l^-'^°^>' K 
[0 0 151 

x-oxn^^tib^x^^o ^m^i^^it. iifs^x^a^^-&(^«f^s V 9^->:^-3 ^^f^- 
K-r ^ =3^° V ^ V ^ f- F ^mm ^j:m^mmi^mx l. # ttz-^Ktem-^^^^ ^^im^fg * 

[0 0 161 

.tfi^o :^mMKi^m-r^^^') Utf-Vi^ii. A#fi^l-i±TISco (a) ~ (e) 

(a) mm^-^ixm^fi^mmmm:^-hfj:^. ^-U^^J^ Vr^^F ; 

(b.) re3^J#-^2-e^^tt-2>T5 7m@B^!l>&^^=^^>^°V^-/f-Fj ^^i-Fi-^. 53^°'; 

^ iJ' V :t F ; , _ _ ^ 

( c ) rSB^iJ#^ 2 T ^ ^ M@£^!J Wfi<^ V7^'y> - 3 

(d) r@B^ij##2T^*$tL-2.T5 ymSB^iJo 1 (0t L< {± 1 

, jf Ai3 i t// 1 fz tt#*n $ T^y mmn =^^^> l ^> . Htria<^ V7^iyy- 3 t 

( e ) r@B^J#-f- 1 tL;|.m*@B^'J:d-e> 'fe 5j^iJ ^ V^f- F h V > > 

[0 0 171 

m^fi^hT^ymmnoittziimmm {-^tLiitittziimm) <DmpnK^\^^x. i 
t fz \m.wm iM^\^<\^\-^fzmm) (oy\j w^^. e^. nxi^t xf/ 1 fz \i 

fz\±mvi'^f^x%,x\>r^ym(Dmt. -^jx-f^i-s o-fi. ut\^<\t\-2 om. i^'o 

§ft L<fil~l O-dl. ^hKm-t\^<\±l-^m. L<{il~2'(i-C*^o 
[0 0 18] 

1 X^'^fL^ mAWm-b-^ htj::^:i!^^) ^^v^^Yh7.y^)yV:x.-yy *^#T-t:vN ^ -^^ i; 
^^Xb> L;&-^. HufB<^V9^v'>'-3 i:^Kfi«Ji'|WIC^S'I4=l:^i-^^°V^7°f-FJ * 

{±i|iE# 2005-3030653 
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[0 0 19] 

tcii, FASTA. BLAST. Smi th - W aterman [Meth. Enzy 
m. , 1 6 4, 7 6 5 ( 1 9 8 8 ) ] V "7 b ^ T i 19 . ^ 

^IJ til'^^ < 7 0 %m±. $f t L < {i 8 0 %a±. i 19^?^ L < 8 5 %M±. ^ 1^ 
0^ L < i± 9 0 %JiJ.-t. $ lb J; !9 L < 9 5 %J^J.±, ^ L < {± 9 8 %mJi. 

^LTftife^i L< (i 9 9%iy.±0/i=i|WIt4^*1-^'i^°Vp^ V:tf- K^^^^^tfe-tL^o t 

mmWi^-^. UMifi^ 0^-70 °c. l < « e o °c~ e 5 if-eKJ^S^^rv^. mm 

5-300 mm o |[?4L<(i 15-60 mm o 1 / L * t^cD?5feM4'-tr^ 

[0 0 2 0] 

15t»^-Si: L-C(4. ^Jx.}f-flTm<^9-fr9V-^/^{icDNA9-r:/7V-^-'?>> atfe^ 

i,T< ymie^il) co1tm^St::LT#^Lfcat^5^DNA7'n-y>lrfflv^-C7.^ U--^ 
=^^f d ^^-^'fe if =^^lf ^ ^ 1 75^~tr ^ ^ o 
[0 0 2 1 1 

ATG-T?$&f ^)^ 427#B~42 9 #g <7)T A G-e|?-7i-'i) ^ - V -xV >i5''-7 V 
[0 0 2 2] 

~9 omfi:%<^K-e«^:rL#^o ^fz. i)^-b--^mmt^ \L}^^fz\t\±y]>x^<Dmis m 
mmu mK.immmt. mmm. ^t^-^. w.m^^. m&m-^) ov^-rtL:^-^^ 

. it^^ij. ^sfstt-fb^ij. ^t^S'J^ ^»Js mmm. w^j. mm 

m^m^M. mm^m. ^Mmm^m^^x'BmKx^mikir:^:it-^^x 

[0 0 2 3] 

0.. ^-^mm. mM(o^±K. B.^(DVtm. ^Lxmmmm^^&y^^fi^o l^o-l. m.m 
'fctsi-^fifim^co^ai k g*/c offlxtfi^o. 1-5 0 0 ju ■&tL<itmo. i~ 
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[0 0 2 4] 

§g l^ififfl 1- ^ 9 ^ V > - 3 ^: M^V&'ft =^ ^ L . U 9 ^ V > - 3 ^##^il,ffflfla c7),^E|a$iJ 
[ 0 0 2 5 ] 

R 7 (G e nB a n kT^'fe-;' V3 >##NM_0 2 1 6 3 4) . S AL PR/GPCR 
13 5 (Ge nB a n kT^-fe^;'V'3>#-^NM_0 1 6 5 6 8) tfctihGPCR 1 1 
/GPCR14 2 (G e nB a n kT^-t-;' v's ^^#-^AB_0 8 3 5 9 3 ) >&if^1Sffl 

[0 0 2 6 ] 

2^0^|ffl*tC:fcv^T(i. :$:^0^<7)$f S Lv>-1?!lt LT. S A L P R ^jgffl^^ ^ 
,; _ - >^-^y^t;ov>T:$:^BJcoi*I#=l:p^i-^o "T^t?*,. SALPRt/t 

>^-^-^:^j^fihi-;g, %<75-e^^o t /c. S A L P R t }± (7) U ^ -7° 
[0 0 2 7] 

m^X^n^^t^^X^. ^J£}f S AL P R«r3- Fi-^'i^°^J ^ ^1^^^ F (G e nB a 
n k T^-fey ^/ 3 >#-^NM_0 1 6 5 6 8) ^ffl V>T<S-^n<7)itfei^X^fi^J#&t3 <£ ^9 sH 

M^flJffli-^i ii^^'T-i^-So SlJ(7)»t' S ALPR<^fl5^>^°U^7°f- 

F^±. S A L P R >'^^°^ K^MS^-e-gOWf-r ^ ^ i tiJ: o xmWk^^ i ^^^"C 

[0 0 2 8] 

mm't^^ti<zx^mm-t^^ti}^x^:^o M%^<^Misxxfmmo'&tLxi±. 

[0 0 2 9] 

mriBOS AL P R=&3- Ki-;&.i^°ij J? ^ F(i> S A L P R ^ =i - Ff PS i9 > # 

^ F'^W^-^^^'^'^^o @e»-^3T-^^tL^|ul5:^°Vp?^' V-^t^Ffi^ 1B^|J## 4 
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[0 0 3 0] 

mrf^ff^®4^flt^:ftM$:^^^^°9;^ 5 K{±. S AL P R^^^^ K1-^5^°U ^ 
[0 0 3 1 ] 

<7)f^-e^;fi-i-^ff^KfEm#"e*^-^ L. ^^v^i. S AL P R=^^iILTV^^ 

[0 0 3 2 ] 

scherichia coli ]M1 0 9^ tfz tip® J? S a c c h a r o 

myces cerevisiae W303^)^*^VMi. <S-^n<7):^*,^ffl|&. 
mmmm (Mxi?CHO«. HEK- 2 9 3«. i:^c(±COSm) S/ifiSMia 

[0 0 3 3] 

tTt. <2r^ntOtulS^3Ea^i^i5'-t LTii. Mx.{^;'cmMtc^tLT(i. pUC. pTV. 
p GEX. p KK. tfzitpT r cU i ; p-QrtC^ LTJi. p EMB L Y t T^rti p Y 
E S 2 4- ; CHOlHIfe, HEK-2 9 3m:fei:t;^X0 S,^ffl|^trMLT{±. pcDNA3 
^ pMAMn e o S /c{±p B a b e P u r o * ; B mN 4 Ifflfl^^cM LTfi, 
:^#:>:>-f (BmNPV) (Dyi^V^VV>-fu^-^-^:^ir^^^^~ p B 

K 2 8 3) =^^lf^^: t>&^T'#<l,o 
[0 0 3 4] 

s ALP R^-^^-t^mMii. s ALPR^mmmmm^z§^mLx\^^^m^ . mizm^ 
^fi:hi,<7)xitrj: mx.imtmMmmi^ i-t^j^io^. salpr=^3- Fi-^*°'j^ 
^\^^^Y^^t^-fy7.^Yx^nm^^fifzmm) s ALPR<o^ii;owtg^^# 

T-e:^«1-^ittcj:^)#^it^-ei;2,L^ ^^Vi{i, iB^^«tc, SALPR^=f 
- K-t-^RNA^-aAL. SALPR(^^il56W|g^^f4^T-C-^«-t^ii:lr J; 

[0 0 3 5] 

L p R ^ ^lai- ^ ifflsa ^ L fz mmm:^^^<^tfi^m^^^m^^^tizj:^ # 

-5. ^ t § o mm(Dm^:>f-{^tLXlt. MxJf^-J^-^v-^-r^f- (Mx.{fPo t t e r 

-E 1 V e h i emm^-^i^'i-^V'~) -e«=^^f L»t->^-&. 7-^; 

7t(i53^°U hn:^ (K i n ema t i c atfc) K X ^mW. M^^^Z J;: ^hmW. ab^V^{±, 

[0 0 3 6] 

s A L p R KM-t ^ ^ m.-$c^m^ t fz \mu -r ^\:^m <d:^^ v -->i>' 

ij^xit. sALPR^L<itmMmmmm^ (-r^&t)*,. sALPR^-tm-r^tmkm 

m^) ^ * fctifulBlfflm (1-^*3*>> S AL PR^#^i-^|fflm) i^MV^^Cl i;75*^T'^<2, 

o 

[0 0 3 7] 

tfz. ^^miizj:^:^^v-=->^:ffmK^\^^xiti. ^mmw:^^ s ALP RKmmmiiz 
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i£# p nmt. mmP^ ^y^<^W.<^ U >m^b, c-f o sisit/c-j un 
[0 0 3 8] 

4:^Hj t:: J: ;S iJ' V - - >- i^'^^^fe is T {± . i^J x S A L P R ^ L < « mriaiHB^Iili 

^tfz itmmmm t , m^mm t^mm-^-^^ salpr^l< ammmmmm^t fz it 
mmmm t . ^mmn^^^^^ir ^ ^ ^i^-r ^-ttcii?. salpr t^M-r ^ js:^ 

[0 0 3 9] 

mm^m^^^T^ i m&mm^^r<D^^i^rKi5\.^x^ salpr 

,^y_3) t^m^^^. tf||B^<4^Tl^^tti) S ALPR^L< {itlffB/^Mili^* /t{± 

wmmmm-f^nm^m') Ko#^fi*j^^»^J:b^-t-^ ^^^^^19^ salpr 
n-r ^ A * t fz i± Of ^ fg^j M ^ ^ -f ^ V - " > ^''i- ^ ^ ^ ^^^-c- § ^ o 1" ^ 
t> % . mm%mm\ salpr ^n-t ^ m^-^i^m ^ fz \±m\\-r^ mij ^^-t^m^ 
Kki^ mMmM.^'^^'r^^i^^'r^ salpr^l< \twriWMUBM^tfz\fm%^Mm^n 

[0 0 4 0] 

^mn iizxz>^i^ V --y ^^i^'A Kis\^^x. salprsl< }±tu saiffls&M^ t fz \± 

1^Jxa\ H] . ^ C] . [^2^1]. ' S] >^^if^Mv^*^:t^^~-e^^o 
miB^*^ L-^ti^ m^\t^-if^ i7 \=y^-^. r')\'ts^)-7 -^Tsyr 9-^. 

^■^-h, BOD I P Y^Jf^fflv^^i t/S^'-e^^o >^ 
[0 0 4 1] 

. S A L P R ^c^f ^ « t \m%\ ir:hmtii<mi^hT^^V '-^y^^^^^t 

i)^X 

[0 0 4 2] 

t^mm^"^. It) iB#^#T Kisif^ mmmm t^M-r ^ Btria^c^ v if > f <^ 

f!&t4 =^ JrbS^i- ;s>c:tlcJ;^). SALPR ^ m^-^^m. ^ {±^001" ^ ^ti ^ ESO L 
XT. V - - >' i^'f-i) ^ i: i^^'T- ^ h o 
[0 0 4 3] 

[0 0 4 4] 

ttrfB»t^:fev^T. tfr|Bmi:5c^V:«'^> M*0 
m■®tt^^L:&v^m®tM^^ S AL P RtcM1-^3S:fc=^fJlIf!l-r^J^Ki: Lr^tif ^ - 
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[0 0 4 5 1 

WtU ijffl 1- ^ i h J; o T^i^f /5^~-e ^ ;i) o 

[0 0 4 6] 

o-r|ffliai*]t;^J^-r;& c AMP =^<2r^n<7)^iSt:1|iJ^1-tL{f J; < , S A L P R liZMir^M^ 

A L p R offlji&f ummttcT)— o -e ^ T 7=*- )i^m V ^ 9 - -t* * ^ijffl -r ^ ^> <7) -e 

^JSo SALPRK^mV^^yVm^^-t^t. S AL P RtC^fctSlLTV^;?) 

>/N°^K"7 T 5 V -O— o-e^^ G i 7 r 5 V -/e>^ T'r-;vS^->i5' 9-"lf ^jqifllJL 

> mBP^i^^^-^ti^-^^ ^ V y ^ AMP (cAMP : rr-j^B-i^^ y-^^^^ ^ AT 

[0 0 4 7] 

mK.i:is ALP R^m^n.m±Km^ (utL<it. sALPR^^t^mm^^t^^^-^m 
xLmmuz^m) Ltzm^m^mmm (^iix.ifHEK-2 9 3m^L< (iCHom 

) Krr=-)i^mi^^^~^<Dm^'(tM [Mx.{f >' (fsk) ] ^muni-^t 

> c AMP02i;S>6^±.#i-^o 
[0 0 4 8] 

tfz. T'r-)]ym.^y^y--^'^'\^i\:M^mun^^mK. s al p ro^^v F=^Jn 
X. ^ ^: . T 7"";vm V 9 - -ifStt^b^iJ i^^H-r ^ ti)ia<^ T 7"- v 9 - •ffittiSii 
liZ-m^^ tfffB5^^V r^'^ K755^:$:^B^ti J; ^ S A L P R Jrfpffl LT^D^ T7'-;vm'>^' v 

fzi^^Kit^r, c AMPco^^fi^^m^^-r^o t^oT. m^^i&m-t^v^m'^^^^m 

%^7.^ '!f^^^^\Z\%^ ^(DT.^ U-->'i:^'^t^S ALPRJzMi-S5c^<?)U 

[0 0 4 9 ] 

-Hfgtt^bSiJ . S A L P R co?c^ V > *3 i Z?lt.^%K ^ >^ iJ' ij - - V i^ffllffllfe 

> F(^f^ffl-e c AMPO^JjKft75^'5!t/|'^-t;g,;6^ Ml^il^K/O^^^^V V(Di^mi<zt^iJh-t& 

It. c AM P :^fj:pM-r ^ o ^(Dt^liZii, fuf2M%KfiSA«ltlJ# 

[0 0 5 0] 

#ffll&l*lc AMPS^M^I-^:^'^^ LTti, Mx.{f-f Ay T<;'-fr-r#;5^2fe^>6^ Mx.(f 
rfrlRcT) c AMP^S^>;' h ^OTI"^ i t ^> t? § ^ o 
[0 0 5 1 ] 

wi<omm(7):^^ V -^y^ifmii'^\^^xit. m^i:isALPR^mmm±i^^m 
L<{±. sALPR^^ism^^^i'-^mxLmmKmm) l^^-^^. campjs^ 

SB^iJ (CRE) /6^^5 '±i5t£t;'fi-R1"'S> 1^5J^°-i5'-itf5T- (Mx.tf T;V55; V 7 * ;^ "7 r ^ - 

^t^S^^^ t TtfiGFP (Green Fluorescent Protein) ^<D 

t^^^) ^ffiv^-g)i tici 19, S AL P RJ::^ti-^JS:t:*'fMait7t{iJcptiJt-^tglJ*|x: 

t^om^. mm^^'}--yi^mmmiizmx^fix\^^:hCRE^-:ru^-^-mmizy^ 
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[0 0 5 2] 

(Dmmm ji > ^ - - itf^^^ t/ 1 kjs l^k ^ t s: ^ j^-r ^ ^ 

[0 0 5 3 1 

:z(d:^^V-^>V^X\ SALPRt;: 

[0 0 5 4] 

■If fStt'fbSij^ s A L p R V :^ i =sr Tsi^v--^ ^mmm, 

[0 0 5 5] 

iSfl-r^^ i:7^^~T'|:^o V --^^''jltt (1-^^^. SALPR^,fflmiI± 

iZ^ML, L7)^^>. CRE7&^^5 V.i>°-iS^-itfE^^^^-t^^ffl|&) ^ffl 

\^^fzmm^mtMnvx. y^^~-}i^mmm (Mx.{^cre>&^5' ±^tc'fig-t;i,i/5j^° 

-37-^tf5T=^^^i-^ 'feotT), sALFR^mmm±KmjLx\^^r^\^^mm) ^tm^^x 

Wim<^mk'tmtir^o -eolt^^ HfrfBMmtJSiwi^fpffl:^^ S ALPRlc^ti-;5>|^^ 

- mi^^mm (omm-m ^zmhxmnmmmm-^fi^ (^ii^mlx . mnmrnmrnf^^ ^ ^^i^f 
m-^\ sALPRKM-r^'^^^zx^i^mx^^m-^Kit. ^^v~=->^^mmmt::iy 
Yu- )]ymmm txu^~^- m.u^&m<o^mM i^zmhxm^^^^mmm^fL^o 

[0 0 5 6] 

(mx.it^'y^ -9-;^^ hU. :t-3, -7^::^, yyh^ ^^a:^^-^ -f^^ -f >fc if ) , % 
i t iiJ; i9 ISmt/W ^fltfS^ J: (^^r^^i" ^ - t i^^X § ^ o ±iaiiifLi& 

o b/o b-7'^/;^> d b/d b-^'>;^^if) ^it-fS^^^ggM-e J; v^o 
x.if«rt. SijJRl*]. -feT. |ftil?^l*l. ^ill*]. Umn. MF*1, L< i±»Tf|5S#<7) 
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[0 0 5 7] 

. KitJiH^) mmm. mm. (m^m. mmmm. mmmm) ^«±vt. mmtfzum^m 

[0 0 5 8] 

[0 0 5 9] 

*#:fiiJ ^' {4 . HtrlSX ^V-->'^''^-7h{4. SALPR^L< (i ttrfSaiailli^ t fz \i 
m^(r>^m. ^)ifyh\ isxr^xt fz im^KJi^^mmmm^^ts' i t § ^ o 

[0 0 6 0] 

:^mM<Dm'7)mm<Dy'^ v-=-y y h {±. s a l p r ^mmm.±.\^mA (Mt l < 

(4. S AL P R*#tf|fi&?i^^ ^-^^SALTMtC^iS) L. L^^^). cAMPjS^SB 
(CRE) >&55 '±mt::f4St-^ V'i^-i5'-sifK^=^'^^1-^m^^<^^ BfMt^il^ 

ft-fh^ij (^jx.{fFSK) . ^^')-ffyY\ is^xf/ttzim^Kmrnmrnw-^-kt^^ti)^ 

[ 0 0. 6 1 ] 

$ A, l;:gIJ(;oM(7>;^ ^ V -=^yi^'^y hii. SALPR ^mm.m±i^mm 
tL<{±. S AL PR^#t>|l^^i^^-^SALTaif!|t=^ia) L:;^-^. cAMP 

j^:>^@e^ij (CRE) :^^^5 '±mKUW:^^^^°-^~mi^^^^mir^m^kt^ cre^^~ 

5' ±m^ziiLnir&^yt°~^~MU^i^m-t^i>o<D. S AL P R^«m±t'^?iL 

[0 0 6 2] 

^mx^^o mm^it^mam.'tW'^Lx i> X < . m^mi/zwm-Lm^^tfzitm.m^^t^t 

m^^^^ti)^x^:ho nhftfzmM'&m&xm^^^ ^ t i^nsmx^^i}^. mm^ii^n^^^ 
fhn^mi^tm^Lxmm^um.)&mtLxm^^^^ti>x^^o ^(Dm<Dmi})^^<Dm^ 

KMir^hn^li^ 1-9 0MA%<7)mxmW}^fin^o tfz. 7;)^7!}^^mMit. ^htfzit 
\^h&.^(D^'^ MJi?Lt&tJ m^it^^y. -9-;^, hU, :t-^3. •^'^J^. 

^<^m^> f^pt7t:{4«n m^immmi. mmmi. &t^^> aii^^. 
^mk mmfk mmm. ^^m. ^mmmm. mmm. ^^mm^u mm^m. 
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^^itM^^m^^x'^m ^^^^ MMir ^ct ^ ^ o iim^m^j:mm^<o±mmmM t 
Lxiis m^mm. ^m. y^v'^m. T^^y. ^^^y. ^^t-tv >'m-^^^->'>'>^ 

[0 0 6 3] 

i^^ij<7)t4K. B.^(omm. ^Lxmm<7)mmK:^^^fi^o lt^-l, it 

^^iS#S{im^c7)«l k g^fcS^filxifii^l. 0- 1, 5 0 0 // g. »t L < {±1^ 1 
0- 5 0 0 /4 g^K=^^-^i~^<^WS L'^'taHl'^'^^o ^ t ^ 

1" a t T^^^t:- 
[0 0 6 4] 

o ^^X^ V 'y^yy-3(D%^^m.W't^i>(Dii^ V y ^"yy- 3 (D i n vivo^ 
ex vivo^it/in vitro tc^tt ^fS«^t'#^ « (fll^ff a^^;^¥- 
[0 0 6 5] 

^mm i^^m -t u 7 ^ > - 3 ofgtt =^ is«-r %® . wfe =sr ^-r ^ <? # t:: 

MPSti 5& v^50«. M ;i U 9 ^ > - 3 ^ n - K-r ^ iS*M£^iJ O T >- ^ -fe > :^ SB^J tr^-t ^ 
DNA^. V 3 ^3- K-r^:^*@5^iJ**1"^ 2:^:ilRNA (smal 1 i 

n t e r f e r i n g RNA ; s i RNA) . U V 9 ^ ^> > - 3 0^^=^ Pfl 

y-3t ffiEf^ffl L r u 9 ^ - 3 ^^m-r ^ ^Stt ^ |5fi«-r ^ tJK^^^'^^f ^ tL;& „ 

[0 0 6 6] 

T y^^yy.mmi}mmmi^^<DmM'tmmi-^mmt lt ti. (1)3 M^i^j^t- i 
^ mw^mm&^. ( 2 ) R N A *° u ^ 9 - -^fm; 19 iff^^ $ tL^ ^Bff s^Pfm^i^ - ym^^m 

tO/N-r^'V K5^^t' J:^K¥^M^ (3) -^^tf <DRN A ^<^^^-r F?^^t3j; 

(4) 4yYuy-:i.^yy^^.^jzisi-f^^^-{'fVyVMmz]:^y.y'9 
^^nm. ( 5 ) X y 7 ^ y V - A?f^^f|5fS: t co^^^ y^V Kf^j^t^ J: ^ ;^ r 9 -f 
y rmU. ( 6 ) m R N A t (D^N 7^ y Kff^^ KX^. m R N A (^Iffl^aK^^^^TJflltU 
, ( 7 ) ^ ^ > vm^tfziiyi^V A#Wf5: 1 0^^-f t/^; ^ V^^iz X^7.^9^'y 

) V V - A l^-g-fMi t <7)^^ V -y UmMM. (10) m R N ASIMit 

fi^ (¥ J: O'Wi Filf^^b^^l^WM 2 I V afS^^oM ^: l&JJJ 0 ^^'fb 
^#M^ m^^b^|WIA^ pp. 319-347 (l993))o 
[0 0 6 7] 

:^mMK'm^ir^') y^^yy-3(DTy^^y:^^mi^ ±j&0 (1) - (11) <Dt' 
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*L<(±1 OObp mJi. $ ^ t'lJOFt L<t4 500bp iJiJiT-* f9 . S't 3 0 0 0 b p i^. 
1*1. 0^ L< i± 2 0 0 0 b pmi*l. J: l9^f t L< {4 1 0 0 0 b p Ilfi^j 
itfS?-(7?$E^mt/(7)ffiffiigJiM LTlJ? t L < {4 9 0 %mjL. X^UtL<ii9 5 %iik±m 

(Stein (1988) Nucleic Acids Res. 1 
6: 3 2 0 9- 2 1) mizx^mW:i-^^t7f)^x-^:ho 
[0 0 6 8] 

i; A ^:{4. RNA=^«^J^^i;-r^l!i}S60»t:-^ 19 s < 9 - v U /"K-ifM A 

(large ribozyme) X Xf7^ •^^ — ;V U ^--if -f A (small liboy 
me) K6^m^^^o >K-¥-r A}4, ^m^D U :^m^:^ 7^>'VM'^=^-©»f L. Kmk 

{4. "^hK (1) i^^ry v^tc J; ;S 5 ' -^T'^'f h 9 ^^^J^-^^x^V'fbKJS^S- 

^f^d >' hn:^RNA. (2) y')7yYm^^'&^^^mKmz.iL^^^ 

7.^'7^l^^^'^'^^^tj:^Cf)V--fl I^Vhn^RNA. ^ i (3) tDTK^jliRjS J: 
^ t RNAtfrlg#:^ 5 ' filJ-e^Oifi-^ V =3^'^ VT-'^f PORN A^:S't::^SI$:l^^o 
fiKMi^x^ Ai4. JtKfi^/h$ ^S^tW (4 0bpS;K) -e^i9, R 

NA^-SJ»fL-C. 5' - 1 Kn:3p,>;v^^ 2 ' -3' mk') ym-^^^^^^o 
i;.ifHfMAtC{4, KM (Ko i z urn i et al. (1988) F 

EES Lett. 2 2 8: 2 2 5 ) > tfVM (B u z a y a n (1 9 8 6) 
Nature 323! 349; Kikuchi and Sasaki (19 
92) Nucleic Acids Res. 19: 6751; MM^ (19 9 
2 ) it^ h 3 0: 112) y /i^^f A t tL^ o U Ji^'^f^ A {4. e«i3 J; 

< O R N AMB^J t ht£^i:^ ^ ^ i ^ J; 19 . Ilfi^ R N A ^1^ omSlB 

^OUC. UU^ fc{4UA^MftL-C^»fi-*/^>'v-^>;/ KM U 'i^^^f A ^f^;?, ^ h 

(Koizumi et al. (1988) FEES Lett. 228: 

225; A-^^m^ i^Tfim^k^^ (1 9 9 0) m^^mmmmz^: 2191; 

Koizumi et al. (1989) Nucleic Acids Res 

1 7: 7 0 5 9) o ^T^ym.<D') A\z<:>\^^x%. <2r^no:^vS t^t^o TiSft 

> m^ikii^'^t^Xh ^(Kikuchi and Sasaki (1992) Nucl 
eic Acids Res. 19: 6751; ( 1 9 9 2 ) it^t^m 

3 0: 1 1 2) o 
[0 0 6 9] 

■^mn Ki^m -r^ry^'ty::^ mmis j; v ^a^^-if a t4 . mm ^K^sif^ miT:i^<DmA 

fiJfcc^^iJ' ^)-^V-J->m'^m^\^tzW'^^ )^:^^^ tfct4naked DN 

A^itTex V i V o-&t /t{4 i n y i v X. ^ m^^'i-^WA^m^^^ ^ i>X ^ 

tfz\t. :f:|^0Jt3jSffli-^T>^-b>';^«*3 it/V Af4. m^xm^^^^h 

-e i . M X. {f» A^UftiJ^'J t L r '^ffl 1- ;s ^1 i o 

[0 0 7 0] 

1 9 9 8^^3, milt'i3V^-rRNA^±75^^ML^V>jglji; ^^^P^ (RNAT^) 
tl^$^^/^ (Fire et al. (1998) Nature 391: 806 
-1 1) o RNAT?^i:{4, H^jciloAXR N A ^«tC2f Al"^ ^ J: > [Wl CiaS 

wm-^^-^^Ri^iK-b^^m^fi^m^xh^o ^<Dtk(ommzxy)^ rnat^^orn 

Vy-yyV<D3^mi. ^Pil=^#omRNAOg^P^. i&CFtc h 9 ^ ^ 

<<7:>mi'^=^(Dm^'km\\-r^fzi^(Dy-)Vt\^X. Z::4^IIRNA (small i n t e 
rfering RNA; si RNA) mm-^fiX^^ ^ m%<DW.Wikiii^^<0^m 

mw^ s i RNA=^fflv^T^f^d tici ^^%^Wim ' 'f'm-r^:fjmi>^n^fix\^^:h 
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tL^&V^o s i RNAti. m^^mRNA(OW,f^\<'^M-t^ty:^mi32:Zfr>^'i:>:^ 

^^-r-So L < ii. 15~7 5M. <£ b< fi 1 8 ~ 5 0 ji. $ ^ t::!;?^ L < (± 

2 0 ~ 2 SfflcoJ? ^ V^f- K*-t?^;|>o V ^^i^y- 3<D^m.^im^lir^tiisb1,z, siR 
NA{±<2r^n^^^l^i «?mt::SA1-^iaiT5^-t?§^o Mx.(^s i R N A =^«^-r^-5^ 
<7?RNASI=^. — :2^il_hlin- K1-^DNA*^ftL. ItD N A ^^ll^iJ^ - tc|E<^^ 
mm^WMM^^ ^--^'^^K^i^L. s i RNA^^T t'^tt^t^^-r^^^ilRN 
Ail LT«I^X-^il$-ii:^i^7&^^-C-^^o h 9 ^'J^ "7 ^ v 3 1:: i !9 ^f^a^tc s iR 
NA=^Ki^1-;2.7'9;^5 r^m^i^ ^-^Wtn^fi'X^^^ (^x.{i"RNA i -R e a d y 

pSIREN V e c t o r . RNA i -R e a d y p S I R E N - R e t r o Q 
Vector (BD Biosciences Clontechtt))o siRNAO 
4^&@a5^J(i> '^llx.tf Am b ion website (httpl /'/'/www. a m b i 
on. c om/" t e c h 1 i b/m i s c / s i RNA f inder. html)c03 

>^-t^f'i!^<D^y V imkl£BD Knockout RNAi System (BD 
Biosciences Clontec h1±) ) ^ ^) flJlK^ ttt i3 19 fUffllTtfe-e^ 

o 

[0 0 7 1] 

i:, ^^T.'wmmmmt^. mmm^m (Nature, 256, 495 (1975)) 

. t fzitmM.mmM^m (J. Immunol. Method, 100, 181-189 

( 1 9 8 7) ) ^m^^xmmm^L. mm:^^v~=-y^'mw^^^^r:^^v-^>^' 

i t i)^X ^ ^ o 
[0 0 7 2] 

fiifX < . §f t L < (±i5^;V^<;' 3^^'&-f (Dulbecco's 
modified Eeagle's minimum essential medium 
) K -0 l^l^^MM. 'L-if^^^^y. L - e y^.^ i tF^^t^K (^::^ v U / G is J; 

[0 0 7 3] 
[0 0 7 4] 
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u n t e r' s T i t e rMa x ^ (■7:^3vtt) iifWEM^LT. PtfLSbt? 

T-^#-r^^i:t::J; i9 fH^f ^ i t ^^t? ^ -I. o 
[0 0 7 5] 

:$:||HJ 1" ^ 7 9 ^* ^ > h {± . Itrf BtrL# ( ^ y n - ^ J: V 

b. Fab\ F (ab") 2 t /cfiF v =|-^tf ^ i :$:||Hj!ic{gffl-r ^^jl^^ 

^ u - J; ^'^n'^' fi^W* h V y v ^ if ) i o 

[0 0 7 6] 

f fcSljOMtlitLff. ^^BJ^Cjtffl-t^*n:#{i. SP^<2r|fmO 1 /0 6 8 8 6 2^/n° 
yvVv \. #r?i 2002-345468 ^HJIffl#tC|fitt(7):;^^^tC j; i9 ^ t ^^^"T § ^ 
o tfco <Zr^D^^o/cU 7^->:^-3 (^irL#=^4^ffi-r^^ Mx.Jf#ll2 0 0 2 

- 3 4 5 4 6 8-^H^$ffl#0^i&^irfBm^^/::ifL#: ^ ^ U - i- : HK4 - 1 4 

4-10) ^mif^^t-^^-^^^o 

[0 0 7 7] 

m^m^^ ym%W}^ (Mxtf-^v. -y-;!/. hV. ^-^n. -^-^^^^ ^yV. 

. mntfzitwmn m^immmi. mmmi. &t^^. um^^. 

. it^^ij. ^lii-ft^'j. mmn. mmm^im. wm\. ^wj. mmn. imnu mmm 

[0 0 7 8] 

fiM#<^Ml k g^^ci9^llx.{f*^0. 0 1 ~3 Omg. L< (il^jO. 1 ~ 1 0 m g 

^ t $ ig^iiijAiE K^m-t ^^t ij^'^m ^fL^o mk. m^u^^^tmrnmi-^^ =t; ^ 

[0 0 7 9] 
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10 0 8 0] 

S AL P R^n- V-t^hmv ^ ^ V^^ KO#^t{±. W>3\%^3X-^^K^m.WMm^ 
&tcL-C. J; ^ l^Jffofco @B^iJ#^3 T'ti 1 8 5 7 m.mii)^7y^^fiX is ^ . SAL 

P R^n- F1-^flit«> 3 6 1#@;^^^ 1 7 7 0#B (14 10:^*M, 4 7 0 757 
WB.^) h-^iLX\^>:^ (G e nB a n k a >#-^NM_0 1 6 5 6 8) o P 

CR (polymerase chain reaction) KX.^ itfS^ ^ 

fzi^K^ mm^ 5 is J; y^^is^j#^ e-e^^tL^pcRy^-i'-^-^^'g"^ \zm^^^u l 

o 

[0 0 8 1 1 

human genomic DNA (Roche Diagosticstt) 
tLT. SS^iJ#-f-5i3J:rFMB^iJ#^6(^a'^^/0-^>&^PCR7'7^-7-h, Exp an 
d High Fidelity PGR System(Roche Diagnos 

t i c stt) ^ffiv^, Osx: 1:9— 57t: 1:0— 72r 3:^) ^^#65^-^:^^ 

t't^V\ 3 OUff^jM-riilt'J; !9 PCR=^^fo/^o ^O^:^. I^jl, 4 0 0m*M6OD 
NAifjt=^#7to 
[0 0 8 2] 

iODNAif>T-^. pCR2. 1 (Invitroge n1±) tC#AL. AB I p r 
ism DNA sequencing kit (Perkin — Elmer Appl 

ied Biosystemsi±)tCj: !9 SB^!l *ltlS L/Co ^(D^^. @e^[J#-^ 5 J: 
e^e^'f^^^y^^-^ -(Dm.^^ KX^X%hfifzi>CR2 . 1 - S A L P R KmX ^ f^tz 
1 4 1 om*MO@e^!lii. IB^!j#-f-3 \>Zidn^ 3 6 l#g56^^. 1 7 7 0#a tft§ti|W|— 

x^-ofzifl. w.m^\z\ti'D(D^mi}^^hfifzo ^<D^m\i. m^n>^<ommwMi)^hm 

fX$tL^T5 ymt^tif^#^#x^V^i t{±g§?>j5^T'*»9. S ALPR=^n- Y-f^^'') 
%^ Ut^ Y^n^^tyb^X^fZo 
[0 0 8 3] 

pBabe Puro(Morgenstern, J. P. and Land, 

H. Nucleic Acids Res. vol.18 3587-3596 (1 
9 9 0)) (iB^iJ#^ 7 ) ^i-ib S a 1 I *5 J; tFC 1 a I XWmi-^ ^tKX^SY40 
promoter — puro (r) yM.i$l. ^ ^ ^ MM ^Klenow fragment 
i)^m'f}:LfZo ii^p IREShyg (Clontec h1±) ii^hN s i I^XXf 
Xb a 1 X'Wmir ^ ^ t X i9IRES-hyg (r) fiit^^»9tBL. T4*°V^9- 
■fe'^cj; f9*yi=^¥ft'fkL/S^><^=^^ALp B a b e X I H^#7to 
[0 0 8 4] 

p B a b e X I H75-i=j S s p I J; t>'B a mH I xmm-t^^tKX 19 5 ' -LTR- 
packaging signal ^W.^^fZo i^-^p C L X S N (I MGENEXtt) 
S s p I is ilFB amH I tr-^ifi-^ ^ t J; t)-SJ i9 mLf^ 5 ' LTR-CMV p 
remoter — packaging signal ^Jf A LpBabeCLXIH ^# 

[0 0 8 5] 

mMms] S A L P R jtfe?-SA^ Vhn'^^;v;^^:»^-7°7;^5 K<7)|li^ 
mmMIMM 2 t;|flm<7) h n .^7 ^ )l'7.m%m ^9;^5KpBabeCLXIH 
*H p a I -e-Klif L/Co ^^tulfl«1^!l 1 triffc pCR2. l-SALPR;^-eEco 
RVXmm-t^^tK^ i9SALPR=|-3- Y-f- h^') ^ ^ l'^^ K=|-SJ «9 ffi L. T 4 
V 7 i9 5k^'S:¥^'fbL/v:^i<^)=^rJfAUp B a b e C L (SALPR) IH=gr# 

(mi) o 

[0 0 8 6] 

S AL P Rjtfe^^A^]^ hni^-Y;!^^^^ ^-(7:)pim 
2X10^ m<02 9 3 - EBNA» (Invi troge ntt) =1: 1 0 c m:^'^-^ 
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ya- hr^ y-y::^ (I WAK I%t) trDMEM (S i gmatt) - 1 0% fetal 
bovine serum (FCS) — v^V ^(penicillin) 10 

0 u n i t s /m 1 :^ h Uy" h ^ zy y (streptomycin) lOO^g/ 
ml (PS) (mT> [EBliAmmm} tm-r^) 1 Cm 1 ^ffiv^-C:^«L7to §gH. 
pV-gp (pVPack-GP(Stratagenett) Tti^hN s i 1 ^ Ji^XTXh Si 

1 T:-gOif1-^i t IRES-h i sD'S'I^§T4:4^°i;^ 9 - -^f J: ^ ^?i-'f bf^, g 
Sift-fb L/S ^(D) , pVPack-VSV-G (Stratagenett) . *3J; t/^M 

3 t:1#7t S A L P RMi^^rnxm h n ^7 ^ ;V^^^ ^ - ^"9;:^ 5 K ( p B a b e C L 
(SAL PR) lU) -^M'ftS. 3 g ^ U ^-^°-7a^^ V 3 T r a n s I T 

(P a n V e r att) ^>SV>-C. tuiB2 9 3 - EBNA»i- h 9 7 ^ v a > L/c 

[0 0 8 7] 

h 9 V 3 > 2 B1i:tcJt*I^^IIlJ|XL. 1, 2 0 0 X g-e 1 O^Pem'll^L/io 

-eoJiff =1: 0. 4 5 /i m<^-7^' ;Vi5'- (Mi 1 1 i p o r e tt) '^^MLfzii<D^WW^ 

mM't-m-^^-ys O Ultra-Clear Tubes (Beckma ntt) =^ 

7 0 y-;v'eM##:tw^^7X-e-ri-^\ ^^^^^m^ ^ ^ 3 5m i 

=^AtL/io ia=£-®^t't^n-i5'- SW2 8 (Beckmantt) liZXi^. MM't-^mWiXL 
-9 0 (B e c kma n^±) =|-'f$oTl 9, 5 0 0 rpm 1 0 0 ^moM^L-m^^^n-o 

[0 0 8 8] 

[*M^fl5] ^j-^ ^ V y ^ AMPJS^BB^J'Ir'i-tf I^:^-^-m^AfflJfeS E 3 0 2 (OMm 
(1) -9-^ ^ 'J y ^ AMP;^>^@g?!l-^^tf j^-DNAO^'^^ 
^^-^iifzsm:^ (Durocher et al. Anal Biochem 20 
0 0 2 8 4 (2) : 3 1 6 - 2 6) ^^^liZc AMPKJ^L^CfzmW^y^^^hfh^ u n i t 

=^mTc0J: d Kmmi^fzo 

c AMP responsive element (CRE) =tr-^t> u n i t <Di^^<D 
fzabK^ CREx2hbffl^ LTK^iJ^^ 8 is J: rj^^SS^iJ#^ 9. CREx2bpffltLT 

t ili i9:i2^llDNA (CREx2hb. CREx2bp) ^5^^$-^f^o CREx 
2hb=SrHindIII, BamHI. CREx2bp=^BamHI, P s t I -^ii-fbt" 
:hhh^K^ pBluescriptllSK ( + ) (Stratagene1±) ^Hi 

n d 1 1 1, p s t ixmitLfzo miti^fz-D-i^A-^m^^mx^xmrnzmmmmmm 

f4^£-^oDNA^ffl$^L7tfi;. i^^3o<0DNA (CREx2hb. CREx2bp. 
pBluescriptllSK ( + )) ^-ffit^^^S^L (ligation). %hih 
fz-f^:^^ K(7)@E^iJ^lif^Jf LT. CRE 4/'p B 1 u e s c r i p t I I S K^f^^Lfc 

o 

[0 0 8 9] 

IP (vasoactive intestinal peptide) "/n-t 
-^-=Sr^tfDNA^#^7t:i6 1 2 i3 J: Xfmm^-^ 1 3 ■T?^^ tL^ P C R 'T' 9 

^ V - ^ -i-S ti^^ L o 

Human genomic DNA (Roche Diagosticstt) 
tL. 2isxm^m-^l 3(Dm.-^^^^h^j:^FCR':r9 4'^-t. reco 

rabinant Taq polymerase (Takaratt) =|-ffiV^-C ( 9 4 1: 
3 0#-55t: 30#-72'C 1 ^) 3 5 mm^ Mir :i t iz X ^ ? C R Lfz t :z ^ 
. 2 6 4m^^-i-c7)DNA (@£^ij#-i- 1 4 ) ^^^f^^tL/Co ico 2 6 4;^*>rtc7)DNA^ P s 
t I -^mitir^ tt^>tcCRE4/pBIuescriptIISK ( + ) OPstIi^ 

h izmXV. Whfitzfy:^^ Vomn^^MLXCRE 4 V I P/p B 1 u e s c r 
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i p t I I S K ( + ) ^i^mhfzo #^^/cC RE 4 V I P/p BluescriptI 
I SK ( + ) /e»-^.H i n d I I I i: Sm a IX-m^hVtiWi. # tL/v: C R E 4 V I P "/n 

[0 0 9 0] 

ttr^^Ol&^M'i^-f ;v:^^i5' ^--Z^:^ 5 KpBabeCLXIHJ:!? IRES~hyg 
r o (r) m^^B^hfzpB a b e C L X =S:fP^ L/to pBabeCLXJ:l9^hn«^ 
4 )]yX^^(DJ^>^^y^-^~'m^^ (LTR) ^(DNh. e I ~N a r Ifflit^l^^l"^ ^tK 
i:^X^%hiifzi^^'\^y°ri^-^^2^Xm\y )]^^^^ ^~y°y7.^ Fl'. CRE 

tV I P-Zn^-iJ^-^-^tflB^iJi:. 1/*°- ^ -itfS^-^-^^Ji&MaJltT;^:^ U ^^x^ 
r^— -tfCPLAP) (Goto^, Molecular Pharmacology 
49, p. 8 6 0 - 8 7 3, 1 9 9 6 ) ^SA L. p B a b e C L c r e 4 v P 
dNN=^#7t (1112) o 
[0 0 9 1 ] 

(2) ^4 ^ V y ^ AMP jS^iS^J '^'^tr V 4^°- ^ ~^mxmm S E 3 0 2 Ofj-JA 
}U:^^^ ^-y'^^^ KpBabeCLcre4vP dNN^Mv^. ^MM 4 ^CfB^O;^ 

K 2 9 3 mm iz^xv. m^Mm i,zxy)mm^^^~>'itv-c. p l a ? mm(OKB^± 
^^Mi>Sk^--ofz^u-y (mr. rsE 3 0 2Mj ^^j.-r<ommzmLfzo 

[0 0 9 2] 

[^M6] S A L P R jtf5?-^Affl l^hn'j7^;i^>i.^^j^-^cj:^SALP R^jaiBfl^ 
(7) DIM 

ttfiBo^ifeM 4 x-mmhtz vyu^y( )v:^^^ ^-Ki, z>mm^<D s A L p Raises 

tulS^ifeM 5 Lfc 3X10^ m<D S E 3 0 2 Iffll^^ 96well plate ( 

M-T y if y 7.^±) IIDMEM (S I GMAtt) -10% fetal bovine 
serum (FCS)-PS(mT> r^«?SJ ^^^-.-T;!.) 1 0 0 1 *fflV^T:^« L 

^m'm.xmU\^fz polybrene 8 g/m 1 ) (SU^ h e x a d i m 

ethrine bromide Sigma 1±) hhi^KS'ES 0 2 |B|gt;Jin£/co 
O^B> ^^WL-^ 5 0 0 // g/m 1.0^^-f i5^i:i-x'-ri/>'(Hygromycin) (In 
V i t r o g e ntt) '^*0:^«^2 0 0 1 h^^l.^m\^fZo ^ <7)^#-eii^ LT # 
S A L P RMfS^SA S E 3 0 2 « (^T. rSALPR-SE302 IfflJJ&J h^^-f 

^) ^m.wmiXL.xmM\z.m\^fzo 

[0 0 9 3 ] 

[^»J7] SALPR-SE 3 0 2 ^Jiat'^^t^ "7 J U >-^j?DtC J: o TJf^fJD^-^ 

/c$s^vst^<7) V 7 ^ '> > - 3 ^3 J: ;s, nm ' 

mmmm e -t?«^ Lf^SALPR-SE302 mm ^ > |E¥-ffi14iiJ^M:^ife ( D M E 
M-10%FBS (6 5t:tcr 3 O^^Ki-fk) ^*nx./i^J)(^) iCT)p-^L/cm. 9 6 w 
ell plate (Beckton Dickiso ntt) K 1 ;n:^7t >9 1 X 1 0 ^ t 
^^1. J; 9 tctv^f^o lg0^ Ty-tr-fM:^:ftfe (DMEMtCO. 1 % '>ifiL?tT;vy 5 > =^^]0 
X-fc^fccT)) -t:-«L/c#?M0V 3 (Relaxin-3)/INSL7 (P 

hoenix Pharamaceut icalstt) tfzlii-^y7.^]y (Invi tr 

0 g e n1±) =lrY^SnL. •?-<^f^7^;i/;^3 U > (C a r b i o C h e mf±) 

1 ;umo I yLtrj:^xoKmmLrzo •^hiz—Bmm^k. mm±m^ 1 5 ^ \ hijrlt 

jt^^&\^m<D9 6 we 1 1 plate (i^:^^- y 4 M±) K^L. Ty-fe-fffi 
«fS (2 8 Ommo 1 Na2C03-NaHC03. 8mmol/L MgSO 
4> pHlO) ^ 6 0 M ^ - Lumiphos530 (Lumige n1±) 7 0 ;u 1 
iJDLT. MUKX im^m KB ^^fz^k. ^we 1 1 F u s i on-/V-hV 

-r- (P e r k i n E 1 me r1±) tCTM^Lte^^ttSt L/Co y > i 
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S/KLTt (US) o 
[0 0 9 4] 

10 0 9 5 ] 

immmsl u ^ ^ > - 3 M^i^j;^-^ j: ;s> j«:feM:r[:jif^M 

(1) mmmi!^tmmp^^^<Dfzi6(7)m^w. 

Wi s t e rM'\±yy h ( S ^ -;i^X U /•^-tt) (iMF^5fe:fe (:t U >' ^ 
tt) ?l--^x.TiHt;b/c:o h (2 5 0-3 0 0 g) =^J#^TT'. fijffi^jc*'^ K:^^^ 

(2) V9^v->-3^INSL7 v§mo§flM 

60//gC»V'7^v>-3 (Phoenix Pharmaceutical1±)^DM 
SO (dimethyl surfoxide) KXmmLfzl^. W«^^~2 0 0 m o 
1 / L t ^ ;g> J; ^ AXfit;M*» (artificial cerebrospina 

1 fluid) ^mmLxmmLfzo mmLfzitmim^L^mi'^'kLx-^^m^. ±vt* 
) itmttm? KTSs^fifzmm^Kx. vy^zyy-3Kj^;hmmmm^m^^xMmL. m 

5 0 pmo 1 yy y h t LfZo 

(3) Vy^i^y-3mm.<DEm^i^^ 

^'4 V^-:^-l^^^mLfzy y 2m^z^n (1^6E) . U^^rv^-S^^m 
^L<f±vehicle ( V 7 ^ v > - 3 ^I^V^fctufB ( 2 ) fc|W|C.«0^m) ^ 5 
1 X 2^<Dmm.X4 > y sL - 'J 3 > yi?y m^^X y y h K^-^LfZo 

(4) mm*.(Dm\'p 

^^mm^^\^^^1kir CK^ yy Y limmiM^LX ^\.^fzM-^^XtiX $) ^ ^ ~ Viz 

miM^^m4: KTF-to ^(D^M, i£#2^r^t?. V y^^^^-S^ms O pmo 

fzy y hXity e h i c I e^^(Dy y h Kit-<xmM^£mMM(OmMT!)mm^fi ( t - 

^k^. p<o. 01) , V y^^y-smnik^m^mm-t^^tii^^^^-ofzo 

[0 0 9 6] 

imi] pBabeCL (SALPR) IR<Dm^m^^-to 
[1212 1 p B a b e C L c r e 4 V P d NNOlS^H^^i-o 

[HIS] SALPR/GPR 1 3 5 ^^iS^-^-T^c S E 3 0 2 MmK^if ^ y ^ ^ 
V J: o T iiSn ^■^fz^mt^i±<D V y^i^y - 3 izX^h Si^mm ^^mM:^^m^ 

m^-^-To Mitv y^vy-3^mMLfzm^'t^-to uit-( yy^v y^mMLfzm 
^^Tjs-r. mm<7)m^i±mmLfz^^) :ffy V(DMmmm (nmo i/d ^m-to m 

tt{±7*;v;^3 > 1 ^ mo I XL^mul-fzmm±m<DT ji^A Vy ^7.yr ■^-^ 

fz^m'^'Dn^^m-To ^^M^-mm. (n=3) t^iMM^^-to 

[114] mM.nK^^'Lfz'} y^Z/y~3(OsE.'^yy Y (D^M-AK^-f^i^m'^^'t 
o DJiv e h i c 1 e^-^P=^, ■« U 9 ^v- 3 ^#P=Sr^t-o 
E^/ti9 0«l: (g) <50^±|(<il^^i-o 
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SEQUENCE LISTING 

<110> Eisai Co., Ltd. 

<120> Screening method of the chemical compound which relates to the eating/fee 
ding adjustment 

<130> EP04MK0201 

<160> 14 

<170> Patentin version 3. 1 

<210> 1 

<211> 429 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)..(429) 
<223> 

<400> 1 

atg gcc agg tac atg ctg ctg ctg etc ctg gcg gta tgg gtg ctg acc 48 
Met Ala Arg Tyr Met Leu Leu Leu Leu Leu Ala Val Trp Val Leu Thr 
15 10 15 

ggg gag ctg tgg ccg gga get gag gcc egg gca gcg ect tac ggg gtc 96 
Gly Glu Leu Trp Pro Gly Ala Glu Ala Arg Ala Ala Pro Tyr Gly Val 
20 25 30 

agg ett tgc ggc cga gaa ttc ate ega gca gtc ate ttc acc tgc ggg 144 
Arg Leu Cys Gly Arg Glu Phe He Arg Ala Val He Phe Thr Cys Gly 
35 40 45 

ggc tee egg tgg aga cga tea gae ate ctg gee cac gag get atg gga 192 
Gly Ser Arg Trp Arg Arg Ser Asp He Leu Ala His Glu Ala Met Gly 
50 55 60 

gat ace ttc ccg gat gca gat get gat gaa gae agt ctg gca ggc gag 240 
Asp Thr Phe Pro Asp Ala Asp Ala Asp Glu Asp Ser Leu Ala Gly Glu 
65 70 75 80 

ctg gat gag gee atg ggg tec age gag tgg ctg gee ctg ace aag tea 288 
Leu Asp Glu Ala Met Gly Ser Ser Glu Trp Leu Ala Leu Thr Lys Ser 
85 90 95 

ccc cag gcc ttt tac agg ggg cga ccc age tgg caa gga acc cct ggg 336 

mSE#2 005-3030653 



#11 2 0 0 4-0 3 1 5 9 1 ^- V : 2/ 

Pro Gin Ala Phe Tyr Arg Gly Arg Pro Ser Trp Gin Gly Thr Pro Gly 
100 105 110 

gtt ctt egg ggc age cga gat gtc ctg get ggc ett tee age age tge 384 
Val Leu Arg Gly Ser Arg Asp Val Leu Ala Gly Leu Ser Ser Ser Cys 
115 120 125 

tge aag tgg ggg tgt age aaa agt gaa ate agt age ctt tge tag 429 
Cys Lys Trp Gly Cys Ser Lys Ser Glu lie Ser Ser Leu Cys 
130 135 140 



<210> 2 

<211> 142 

<212> PRT 

<213> Human 

<400> 2 

Met Ala Arg Tyr Met Leu Leu Leu Leu Leu Ala Val Trp Val Leu Thr 
15 10 15 



Gly Glu Leu Trp Pro Gly Ala Glu Ala Arg Ala Ala Pro Tyr Gly Val 
20 25 30 



Arg Leu Cys Gly Arg Glu Phe He Arg Ala Val He Phe Thr Cys Gly 
35 40 45 



Gly Ser Arg Trp Arg Arg Ser Asp He Leu Ala His Glu Ala Met Gly 
50 55 60 



Asp Thr Phe Pro Asp Ala Asp Ala Asp Glu Asp Ser Leu Ala Gly Glu 
65 70 75 80 



Leu Asp Glu Ala Met Gly Ser Ser Glu Trp Leu Ala Leu Thr Lys Ser 
85 90 95 



Pro Gin Ala Phe Tyr Arg Gly Arg Pro Ser Trp Gin Gly Thr Pro Gly 
100 105 110 



Val Leu Arg Gly Ser Arg Asp Val Leu Ala Gly Leu Ser Ser Ser Cys 
115 120 125 
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Cys Lys Trp Gly Cys Ser Lys Ser Glu He Ser Ser Leu Cys 
130 135 140 



<210> 3 

<211> 1857 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (361) . . (1770) 

<223> 

<400> 3 



gatttgggga 


gttatgcgcc agtgccccag tgaccgcggg 


acacggagag gggaagtctg 


60 


cgttgtacat 


aaggacctag ggactccgag cttggcctga 


gaacccttgg acgccgagtg 


120 


cttgccttac 


gggctgcact cctcaactct gctccaaagc 


agccgctgag ctcaactcct 


180 


gcgtccaggg 


cgttcgctgc gcgccaggac gcgcttagta 


cccagttcct gggctctctc 


240 


ttcagtagct 


gctttgaaag ctcccacgca cgtcccgcag 


gctagcctgg caacaaaact 


300 


ggggtaaacc 


gtgttatctt aggtcttgtc ccccagaaca 


tgacctagag gtacctgcgc 


360 


atg cag atg gcc gat gca gcc acg ata gcc acc 


atg aat aag gca gca 


408 



Met Gin Met Ala Asp Ala Ala Thr He Ala Thr Met Asn Lys Ala Ala 
15 10 15 

ggc ggg gac aag eta gca gaa etc ttc agt etg gte ecg gae ett ctg 456 
Gly Gly Asp Lys Leu Ala Glu Leu Phe Ser Leu Val Pro Asp Leu Leu 
20 25 30 

gag geg gcc aac acg agt ggt aac gcg teg ctg cag ett ecg gac ttg 504 
Glu Ala Ala Asn Thr Ser Gly Asn Ala Ser Leu Gin Leu Pro Asp Leu 
35 40 45 

tgg tgg gag ctg ggg ctg gag ttg cog gac ggc gcg ecg cea gga cat 552 
Trp Trp Glu Leu Gly Leu Glu Leu Pro Asp Gly Ala Pro Pro Gly His 
50 55 60 

ccc ecg ggc age ggc ggg gca gag age gcg gac aca gag gee egg gtg 600 
Pro Pro Gly Ser Gly Gly Ala Glu Ser Ala Asp Thr Glu Ala Arg Val 
65 70 75 80 

egg att etc ate age gtg gtg tac tgg gtg gtg tge gee etg ggg ttg 648 
Arg He Leu He Ser Val Val Tyr Trp Val Val Cys Ala Leu Gly Leu 
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85 90 95 

gcg ggc aac ctg ctg gtt etc tac ctg atg aag age atg eag gge tgg 696 
Ala Gly Asn Leu Leu Val Leu Tyr Leu Met Lys Ser Met Gin Gly Trp 
100 105 110 

cgc aag tec tet ate aae etc tte gtc ace aac ctg gcg ctg acg gae 744 
Arg Lys Ser Ser He Asn Leu Phe Val Thr Asn Leu Ala Leu Thr Asp 
115 120 125 

ttt cag ttt gtg etc ace ctg ccc tte tgg gcg gtg gag aae get ctt 792 
Phe Gin Phe Val Leu Thr Leu Pro Phe Trp Ala Val Glu Asn Ala Leu 
130 135 140 

gac tte aaa tgg ccc tte ggc aag gcc atg tgt aag ate gtg tec atg 840 
Asp Phe Lys Trp Pro Phe Gly Lys Ala Met Cys Lys He Val Ser Met 
145 150 155 160 

gtg acg tec atg aac atg tac gcc age gtg tte tte etc act gcc atg 888 
Val Thr Ser Met Asn Met Tyr Ala Ser Val Phe Phe Leu Thr Ala Met 
165 170 175 

agt gtg acg cgc tac cat teg gtg gee teg get ctg aag age cac egg 936 
Ser Val Thr Arg Tyr His Ser Val Ala Ser Ala Leu Lys Ser His Arg 
180 185 190 

ace ega gga cac gge egg ggc gae tge tgc ggc egg age ctg ggg gac 984 
Thr Arg Gly His Gly Arg Gly Asp Cys Cys Gly Arg Ser Leu Gly Asp 
195 200 205 

age tge tgc tte teg gee aag gcg ctg tgt gtg tgg ate tgg get ttg 1032 
Ser Cys Cys Phe Ser Ala Lys Ala Leu Cys Val Trp He Trp Ala Leu 
210 215 220 

gee gcg ctg gcc teg ctg ccc agt gee att tte tee ace acg gtc aag 1080 
Ala Ala Leu Ala Ser Leu Pro Ser Ala He Phe Ser Thr Thr Val Lys 
225 230 235 240 

gtg atg gge gag gag ctg tgc ctg gtg egt tte eeg gae aag ttg ctg 1128 
Val Met Gly Glu Glu Leu Cys Leu Val Arg Phe Pro Asp Lys Leu Leu 
245 250 255 

gge cgc gae agg eag tte tgg ctg ggc etc tac cac teg eag aag gtg 1176 
Gly Arg Asp Arg Gin Phe Trp Leu Gly Leu Tyr His Ser Gin Lys Val 
260 265 270 

ctg ttg ggc tte gtg ctg eeg ctg ggc ate att ate ttg tge tac ctg 1224 
Leu Leu Gly Phe Val Leu Pro Leu Gly He He He Leu Cys Tyr Leu 
275 280 285 
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ctg ctg gtg cgc ttc ate gcc gac cgc cgc gcg gcg ggg acc aaa gga 1272 
Leu Leu Val Arg Phe He Ala Asp Arg Arg Ala Ala Gly Thr Lys Gly 
290 295 300 

ggg gcc gcg gta gcc gga gga cgc ccg acc gga gcc age gcc egg aga 1320 
Gly Ala Ala Val Ala Gly Gly Arg Pro Thr Gly Ala Ser Ala Arg Arg 
305 310 315 320 

ctg teg aag gte acc aaa tea gtg ace ate gtt gte ctg tec ttc ttc 1368 
Leu Ser Lys Val Thr Lys Ser Val Thr He Val Val Leu Ser Phe Phe 
325 330 335 

ctg tgt tgg ctg cec aac cag gcg etc acc acc tgg age ate etc ate 1416 
Leu Cys Trp Leu Pro Asn Gin Ala Leu Thr Thr Trp Ser He Leu He 
340 345 350 

aag ttc aac gcg gtg cec ttc age cag gag tat ttc ctg tge cag gta 1464 
Lys Phe Asn Ala Val Pro Phe Ser Gin Glu Tyr Phe Leu Cys Gin Val 
355 360 365 

tac gcg ttc cet gtg age gtg tge eta gcg cae tec aac age tgc etc 1512 
Tyr Ala Phe Pro Val Ser Val Cys Leu Ala His Ser Asn Ser Cys Leu 
370 375 380 

aac cec gte etc tac tgc etc gtg cgc cgc gag ttc cgc aag gcg etc 1560 
Asn Pro Val Leu Tyr Cys Leu Val Arg Arg Glu Phe Arg Lys Ala Leu 
385 390 395 400 

aag age ctg ctg tgg cgc ate gcg tet cet teg ate ace age atg cgc 1608 
Lys Ser Leu Leu Trp Arg He Ala Ser Pro Ser He Thr Ser Met Arg 
405 410 415 

cec ttc ace gee act acc aag ccg gag cae gag gat cag ggg ctg eag 1656 
Pro Phe Thr Ala Thr Thr Lys Pro Glu His Glu Asp Gin Gly Leu Gin 
420 425 430 

gee ccg gcg ccg cec cae gcg gee gcg gag ccg gac ctg etc tac tac 1704 
Ala Pro Ala Pro Pro His Ala Ala Ala Glu Pro Asp Leu Leu Tyr Tyr 
435 440 445 

cca cet gge gte gtg gte tac age ggg ggg cgc tac gac ctg ctg cec 1752 
Pro Pro Gly Val Val Val Tyr Ser Gly Gly Arg Tyr Asp Leu Leu Pro 
450 455 460 

age age tet gcc tac tga cgcaggcctc aggcccaggg cgcgccgtcg 1800 
Ser Ser Ser Ala Tyr 

465 

gggcaaggtg gccttccccg ggcggtaaag aggtgaaagg atgaaggagg gctgggg 1857 
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<210> 4 

<2n> 469 

<212> PRT 

<213> Human 

<400> 4 

Met Gin Met Ala Asp Ala Ala Thr He Ala Thr Met Asn Lys Ala Ala 
15 10 15 



Gly Gly Asp Lys Leu Ala Glu Leu Phe Ser Leu Val Pro Asp Leu Leu 
20 25 30 



Glu Ala Ala Asn Thr Ser Gly Asn Ala Ser Leu Gin Leu Pro Asp Leu 
35 40 45 



Trp Trp Glu Leu Gly Leu Glu Leu Pro Asp Gly Ala Pro Pro Gly His 
50 55 60 



Pro Pro Gly Ser Gly Gly Ala Glu Ser Ala Asp Thr Glu Ala Arg Val 
65 70 75 80 



Arg He Leu He Ser Val Val Tyr Trp Val Val Cys Ala Leu Gly Leu 
85 90 95 



Ala Gly Asn Leu Leu Val Leu Tyr Leu Met Lys Ser Met Gin Gly Trp 
100 105 110 



Arg Lys Ser Ser He Asn Leu Phe Val Thr Asn Leu Ala Leu Thr Asp 
115 120 125 



Phe Gin Phe Val Leu Thr Leu Pro Phe Trp Ala Val Glu Asn Ala Leu 
130 135 140 



Asp Phe Lys Trp Pro Phe Gly Lys Ala Met Cys Lys He Val Ser Met 
145 150 155 160 



Val Thr Ser Met Asn Met Tyr Ala Ser Val Phe Phe Leu Thr Ala Met 
165 170 175 
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Ser Val Thr Arg Tyr His Ser Val Ala Ser Ala Leu Lys Ser His Arg 
180 185 190 



Thr Arg Gly His Gly Arg Gly Asp Cys Cys Gly Arg Ser Leu Gly Asp 
195 200 205 



Ser Cys Cys Phe Ser Ala Lys Ala Leu Cys Val Trp He Trp Ala Leu 
210 215 220 



Ala Ala Leu Ala Ser Leu Pro Ser Ala He Phe Ser Thr Thr Val Lys 
225 230 235 240 



Val Met Gly Glu Glu Leu Cys Leu Val Arg Phe Pro Asp Lys Leu Leu 
245 250 255 



Gly Arg Asp Arg Gin Phe Trp Leu Gly Leu Tyr His Ser Gin Lys Val 
260 265 270 



Leu Leu Gly Phe Val Leu Pro Leu Gly He He He Leu Cys Tyr Leu 
275 280 285 



Leu Leu Val Arg Phe He Ala Asp Arg Arg Ala Ala Gly Thr Lys Gly 
290 295 300 



Gly Ala Ala Val Ala Gly Gly Arg Pro Thr Gly Ala Ser Ala Arg Arg 
305 310 315 320 



Leu Ser Lys Val Thr Lys Ser Val Thr He Val Val Leu Ser Phe Phe 
325 330 335 



Leu Cys Trp Leu Pro Asn Gin Ala Leu Thr Thr Trp Ser He Leu He 
340 345 350 



Lys Phe Asn Ala Val Pro Phe Ser Gin Glu Tyr Phe Leu Cys Gin Val 
355 360 365 
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Tyr Ala Phe Pro Val Ser Val Cys Leu Ala His Ser Asn Ser Cys Leu 
370 375 380 



Asn Pro Val Leu Tyr Cys Leu Val Arg Arg Glu Phe Arg Lys Ala Leu 
385 390 395 400 



Lys Ser Leu Leu Trp Arg He Ala Ser Pro Ser He Thr Ser Met Arg 
405 410 415 



Pro Phe Thr Ala Thr Thr Lys Pro Glu His Glu Asp Gin Gly Leu Gin 
420 425 430 



Ala Pro Ala Pro Pro His Ala Ala Ala Glu Pro Asp Leu Leu Tyr Tyr 
435 440 445 



Pro Pro Gly Val Val Val Tyr Ser Gly Gly Arg Tyr Asp Leu Leu Pro 
450 455 460 



Ser Ser Ser Ala Tyr 
465 



<210> 5 

<211> 38 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> A sense primer 

<400> 5 

gatatcgccg ccaccatgca gatggccgat gcagccac 38 

<210> 6 

<211> 28 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> An ant i sense primer 



<400> 6 

gatatctcag taggcagagc tgctgggc 



28 

ffiSE# 2005-3030653 
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<210> 7 
<211> 5020 
<212> DNA 
<213> Plasmid 

<400> 7 

ctgcagcctg aatatgggcc aaacaggata tctgtggtaa gcagttcctg ccccggctca 60 

gggccaagaa cagatggaac agctgaatat gggccaaaca ggatatctgt ggtaagcagt 120 

tcctgccccg gctcagggcc aagaacagat ggtccccaga tgcggtccag ccctcagcag 180 

tttctagaga accatcagat gtttccaggg tgccccaagg acctgaaatg accctgtgcc 240 

ttatttgaac taaccaatca gttcgcttct cgcttctgtt cgcgcgcttc tgctccccga 300 

gctcaataaa agagcccaca acccctcact cggggcgcca gtcctccgat tgactgagtc 360 

gcccgggtac ccgtgtatcc aataaaccct cttgcagttg catccgactt gtggtctcgc 420 

tgttccttgg gagggtctcc tctgagtgat tgactacccg tcagcggggg tctttcattt 480 

gggggctcgt ccgggatcgg gagacccctg cccagggacc accgacccac caccgggagg 540 

taagctggcc agcaacttat ctgtgtctgt ccgattgtct agtgtctatg actgatttta 600 

tgcgcctgcg tcggtactag ttagctaact agctctgtat ctggcggacc cgtggtggaa 660 

ctgacgagtt ctgaacaccc ggccgcaacc ctgggagacg tcccagggac tttgggggcc 720 

gtttttgtgg cccgacctga ggaagggagt cgatgtggaa tccgaccccg tcaggatatg 780 

tggttctggt aggagacgag aacctaaaac agttcccgcc tccgtctgaa tttttgcttt 840 

cggtttggaa ccgaagccgc gcgtcttgtc tgctgcagca tcgttctgtg ttgtctctgt 900 

ctgactgtgt ttctgtattt gtctgaaaat tagggccaga ctgttaccac tcccttaagt 960 

ttgaccttag atcactggaa agatgtcgag cggctcgctc acaaccagtc ggtagatgtc 1020 

aagaagagac gttgggttac cttctgctct gcagaatggc caacctttaa cgtcggatgg 1080 

ccgcgagacg gcacctttaa ccgagacctc atcacccagg ttaagatcaa ggtcttttca 1140 

cctggcccgc atggacaccc agaccaggtc ccctacatcg tgacctggga agccttggct 1200 

tttgaccccc ctccctgggt caagcccttt gtacacccta agcctccgcc tcctcttctt 1260 
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ccatccgcgc 


cgtctctccc 


ccttgaacct 


cctctttcga 


ccccgcctca 


atcctccctt 


1320 


tatccagccc 


tcactccttc 


tctaggcgcc 


ggccggatcc 


cagtgtggtg 


gtacgtagga 


1380 


attcgccagc 


acagtggtcg 


acctgtggaa 


tgtgtgtcag 


ttagggtgtg 


gaaagtcccc 


1440 


aggctcccca 


gcaggcagaa 


gtatgcaaag 


catgcatctc 


aattagtcag 


caaccaggtg 


1500 


tggaaagtcc 


ccaggctccc 


cagcaggcag 


aagtatgcaa 


agcatgcatc 


tcaattagtc 


1560 


agcaaccata 


gtcccgcccc 


taactccgcc 


catcccgccc 


ctaactccgc 


ccagttccgc 


1620 


ccattctccg 


ccccatggct 


gactaatttt 


ttttatttat 


gcagaggccg 


aggccgcctc 


1680 


ggcctctgag 


ctattccaga 


agtagtgagg 


aggctttttt 


ggaggcctag 


gcttttgcaa 


1740 


acgctgcttg 


aggctgaagg 


tgcgttgctg 


gcgtttttcc 


ataggctccg 


cccccctgac 


1800 


gagcatcaca 


aaaatcgacg 


ctcaagtcag 


aggtggcgaa 


acccgacagg 


actataaaga 


1860 


taccaggcgt 


ttccccctgg 


aagctccctc 


gtgcgctctc 


ctgttccgac 


cctgccgctt 


1920 


accggatacc 


tgtccgcctt 


tctcccttcg 


ggaagcgtgg 


cgctttctca 


tagctcacgc 


1980 


tgtaggtatc 


tcagttcggt 


gtaggtcgtt 


cgctccaagc 


tgggctgtgt 


gcacgaaccc 


2040 


cccgttcagc 


ccgaccgctg 


cgccttatcc 


ggtaactatc 


gtcttgagtc 


caacccggta 


2100 


agacacgact 


tatcgccact 


ggcagcagcc 


actggtaaca 


ggattagcag 


agcgaggtat 


2160 


gtaggcggtg 


ctacagagtt 


cttgaagtgg 


tggcctaact 


acggctacac 


tagaaggaca 


2220 


gtatttggta 


tctgcgctct 


gctgaagcca 


gttaccttcg 


gaaaaagagt 


tggtagctct 


2280 


tgatccggca 


aacaaaccac 


cgctggtagc 


ggtggttttt 


ttgtttgcaa 


gcagcagatt 


2340 


acgatcgata 


aaataaaaga 


ttttatttag 


tctccagaaa 


aaggggggaa 


tgaaagaccc 


2400 


cacctgtagg 


tttggcaagc 


tagcttaagt 


aacgccattt 


tgcaaggcat 


ggaaaaatac 


2460 


ataactgaga 


atagagaagt 


tcagatcaag 


gtcaggaaca 


gatggaacag 


ctgaatatgg 


2520 


gccaaacagg 


atatctgtgg 


taagcagttc 


ctgccccggc 


tcagggccaa 


gaacagatgg 


2580 


aacagctgaa 


tatgggccaa 


acaggatatc 


tgtggtaagc 


agttcctgcc 


ccggctcagg 


2640 


gccaagaaca 


gatggtcccc 


agatgcggtc 


cagccctcag 


cagtttctag 


agaaccatca 


2700 


gatgtttcca 


gggtgcccca 


aggacctgaa 


atgaccctgt 


gccttatttg 


aactaaccaa 


2760 



ffifE# 2005-3030653 







mm 2004-0315 


9 1 






tcagttcgct 


tctcgcttct 


gttcgcgcgc 


ttctgctccc 


cgagctcaat 


aaaagagccc 


2820 


acaacccctc 


actcggggcg 


ccagtcctcc 


gattgactga 


gtcgcccggg 


tacccgtgta 


2880 


tccaataaac 


cctcttgcag 


ttgcatccga 


cttgtggtct 


cgctgttcct 


tgggagggtc 


2940 


tcctctgagt 


gattgactac 


ccgtcagcgg 


gggtctttca 


catgcagcat 


gtatcaaaat 


3000 


taatttggtt 


ttttttctta 


agtatttaca 


ttaaatggcc 


atagttgcat 


taatgaatcg 


3060 


gccaacgcgc 


ggggagaggc 


ggtttgcgta 


ttgggcgctc 


ttccgcttcc 


tcgctcactg 


3120 


actcgctgcg 


ctcggtcgtt 


cggctgcggc 


gagcggtatc 


agctcactca 


aaggcggtaa 


3180 


tacggttatc 


cacagaatca 


ggggataacg 


caggaaagaa 


catgtgagca 


aaaggccagc 


3240 


aaaaggccag 


gaaccgtaaa 


aaggccgcgt 


tgctggcgtt 


tttccatagg 


ctccgccccc 


3300 


ctgacgagca 


tcacaaaaat 


cgacgctcaa 


gtcagaggtg 


gcgaaacccg 


acaggactat 


3360 


aaagatacca 


ggcgtttccc 


cctggaagct 


ccctcgtgcg 


ctctcctgtt 


ccgaccctgc 


3420 


cgcttaccgg 


atacctgtcc 


gcctttctcc 


cttcgggaag 


cgtggcgctt 


tctcatagct 


3480 


cacgctgtag 


gtatctcagt 


tcggtgtagg 


tcgttcgctc 


caagctgggc 


tgtgtgcacg 


3540 


aaccccccgt 


tcagcccgac 


cgctgcgcct 


tatccggtaa 


ctatcgtctt 


gagtccaacc 


3600 


cggtaagaca 


cgacttatcg 


ccactggcag 


cagccactgg 


taacaggatt 


agcagagcga 


3660 


ggtatgtagg 


cggtgctaca 


gagttcttga 


agtggtggcc 


taactacggc 


tacactagaa 


3720 


ggacagtatt 


tggtatctgc 


gctctgctga 


agccagttac 


cttcggaaaa 


agagttggta 


3780 


gctcttgatc 


cggcaaacaa 


accaccgctg 


gtagcggtgg 


tttttttgtt 


tgcaagcagc 


3840 


agattacgcg 


cagaaaaaaa 


ggatctcaag 


aagatccttt 


gatcttttct 


acggggtctg 


3900 


acgctcagtg 


gaacgaaaac 


tcacgttaag 


ggattttggt 


catgagatta 


tcaaaaagga 


3960 


tcttcaccta 


gatcctttta 


aattaaaaat 


gaagtttgcg 


gccgcaaatc 


aatctaaagt 


4020 


atatatgagt 


aaacttggtc 


tgacagttac 


caatgcttaa 


tcagtgaggc 


acctatctca 


4080 


gcgatctgtc 


tatttcgttc 


atccatagtt 


gcctgactcc 


ccgtcgtgta 


gataactacg 


4140 


atacgggagg 


gcttaccatc 


tggccccagt 


gctgcaatga 


taccgcgaga 


cccacgctca 


4200 


ccggctccag 


at t tat cage 


aataaaccag 


ccagccggaa 


gggccgagcg 


cagaagtggt 


4260 
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cctgcaactt tatccgcctc catccagtct attaattgtt gccgggaagc tagagtaagt 4320 

agttcgccag ttaatagttt gcgcaacgtt gttgccattg ctacaggcat cgtggtgtca 4380 

cgctcgtcgt ttggtatggc ttcattcagc tccggttccc aacgatcaag gcgagttaca 4440 

tgatccccca tgttgtgcaa aaaagcggtt agctccttcg gtcctccgat cgttgtcaga 4500 

agtaagttgg ccgcagtgtt atcactcatg gttatggcag cactgcataa ttctcttact 4560 

gtcatgccat ccgtaagatg cttttctgtg actggtgagt actcaaccaa gtcattctga 4620 

gaatagtgta tgcggcgacc gagttgctct tgcccggcgt caacacggga taataccgcg 4680 

ccacatagca gaactttaaa agtgctcatc attggaaaac gttcttcggg gcgaaaactc 4740 

tcaaggatct taccgctgtt gagatccagt tcgatgtaac ccactcgtgc acccaactga 4800 

tcttcagcat cttttacttt caccagcgtt tctgggtgag caaaaacagg aaggcaaaat 4860 

gccgcaaaaa agggaataag ggcgacacgg aaatgttgaa tactcatact cttccttttt 4920 

caatattatt gaagcattta tcagggttat tgtctcatga gcggatacat atttgaatgt 4980 

atttagaaaa ataaacaaat aggggttccg cgcacatttc 5020 



<210> 8 

<211> 83 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> A sense strand for CREx2hb 



gtatgacggc catggggatc ccg 



<210> 9 

<211> 83 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> An ant i sense strand for CREx2hb 



60 
83 



<400> 8 

cccaagcttg atatcgaatt cgacgtcaca gtatgacggc catgggaatt cgacgtcaca 



<400> 9 
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cgggatcccc atggccgtca tactgtgacg tcgaattccc atggccgtca tactgtgacg 



60 



tcgaattcga tatcaagctt ggg 



83 



<210> 10 
<211> 78 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> A sense strand for CREx2bp 
<400> 10 

tgcactgcag gaattcccat ggccgtcata ctgtgacgtc gaattcccat ggccgtcata 60 
ctgtgacgtc ggatcccg 78 



<210> 11 

<211> 78 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> An ant i sense strand for CREx2bp 



<210> 12 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> A sense primer 

<400> 12 

tcgactgcag cccatggccg tcatactgtg 30 



<210> 13 

<211> 30 

<212> DNA 

<213> Artificial Sequence 



<400> 11 

cgggatccga cgtcacagta tgacggccat gggaattcga cgtcacagta tgacggccat 



60 



gggaattcct gcagtgca 



78 
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<220> 

<223> An ant i sense primer 

<400> 13 

tgcactgcag gtcggagctg actgttctgg 



30 



<210> 14 
<211> 264 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Vasoactive intestinal peptide promoter 

<400> 14 

tcgactgcag cccatggccg tcatactgtg tgacgtcttt cagagcactt tgtgattgct 60 
cagtcctaag tataagccct ataaaatgat gggctttgaa atgctggtca gggtagagtg 120 
agaagcacca gcaggcagta acagccaacc cttagccatt gctaagggca gagaactggt 180 
ggagcctttc tcttactccc aggacttcag cacctaagac agctccaaaa caaaccagaa 240 
cagtcagctc cgacctgcag tgca 264 
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3 0 3 0 6 5 3 
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[114] 

Feeding Behavior 




VEH Relaxin-3 



ffliE# 2005-3030653 
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mm 

>;/ h . ^ {±1^ .-K U ^ 7° 5=- K (T^mM ^ ^ t/K ^ LXfj::h m-kWUM ti: if 

m^z^m S A L P R ^: m^^^ V^^l^y-S^^y h MMP^ 

/to 



ffifE# 2005-3030653 



l/E 



#112 004-031591 



m IS A 



[000000217] 



1 . 0 



1990^ 8^290 



10-^ 



miE#-^ mwiE#2 0 0 5 - 3 0 3 0 6 5 3 



